. SCE administration does not affect the expression level of some molecules in the TGF- signaling pathway in heart tissue after MI.
Mouse heart tissue isolated 7 d, 14 d and 21 d after MI were divided into border area (BA) and remote area (RA) for RNA extraction. Quantitative PCR was performed to analyze mRNA expression changes of Tob, Snon, Evi1, Zeb2, and Cbp, which are related to the TGF-β signaling pathway. No significant differences were found between the SCE administration group (SCE) and control group (Ctrl). Data are from three independent experiments (mean ± SEM). Primary cardiac fibroblasts were separated from the neonatal mice for culture. The P1 cells were treated with serum-free medium for 24 h first and then were treated with PBS (Ctrl) or SCE at concentrations of 5 μl/ml, 10 μl/ml, and 15 μl/ml for 24 h, respectively. Trypsin-EDTA (2.5%) was then added to digest the SCE-pretreated cells.
After 4 min of digestion, the P1 cells were labeled with annexin and PI for 10 min.
Then, the difference in cell apoptosis rates between the two groups was analyzed by flow cytometry. No significant difference in apoptosis was observed in cells with or without SCE administration. (a) Primary cardiac fibroblasts isolated from the neonatal mice were treated with serum-free medium for 24 h. After pretreatment with PBS (Ctrl) or SCE at concentrations of 5 μl/ml, 10 μl/ml, and 15 μl/ml for 30 min, respectively, TGF-β (20 ng/ml) was added to stimulate the pretreated cells for 24 h. After RNA extraction, RT-qPCR was performed to determine the expression level of gene mRNA.
Expression of matrix metalloproteinase-2 (Mmp2), matrix metalloproteinase-9 (Mmp9), tenascin (Tnc), fibronectin1 (Fn1), transgelin (Tagln), and connective tissue growth factor (Ctgf) were significantly decreased in SCE group as compared with control group. (b) Primary cardiac fibroblasts from the neonatal mice were pretreated with PBS (Ctrl) or SCE (10 μl/ml) for 30 min, then stimulated with TGF-β (20 ng/ml) for 12 h or 24 h. After RNA extraction, RT-qPCR was performed to determine the expression level of gene mRNA. Expression of Mmp2, Mmp9, Tnc, Fn1, Tagln, and Ctgf were significantly decreased in the SCE group as compared with the control group. Data are from three independent experiments (mean ± SEM). 
